(A) Latency to flinches or paw rubbing observed in Nav1.9 +/+ and Nav1.9 -/-mice littermates placed on a cold plate set at 0 or 6°C. n = 7 at 0°C, n = 10 at 6°C.
SUPPLEMENTARY RESULTS

Supplementary Figure S1. Flinching and Paw Rubbing Behavior in Nav1.9 Knockout Mice
Submitted to the Cold Plate Test
(A) Latency to flinches or paw rubbing observed in Nav1.9 +/+ and Nav1.9 -/-mice littermates placed on a cold plate set at 0 or 6°C. n = 7 at 0°C, n = 10 at 6°C.
(B) Number of flinches observed in Nav1.9 +/+ and Nav1.9 -/-mice littermates placed on a cold plate set at 0°C for 5 min. n = 6 (+/+), n = 8 (-/-), unpaired t test. Error bars correspond to standard error of the mean. Refers to Fig. 1B.   2 
Supplementary Figure S2. Spatial Preference Assessment on the Thermal Preference Test
Nav1.9 +/+ and Nav1.9 -/-mice were submitted to the thermal preference test while both plates were set at 25°C to assess whether a spatial preference for one plate or another exists. n = 7, unpaired t test. Error bars correspond to standard error of the mean. Refers to Shown are difference currents determined by subtracting TTX-R Na + (isolated using 300 nM TTX) currents from total Na + currents. Transcript amounts were normalized using HPRT quantification. n = 6, unpaired t test. Error bars correspond to standard error of the mean. Refers to Fig. 6C and 6D.
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SUPPLEMENTARY EXPERIMENTAL PROCEDURES Cold plate test
Prior to the experiment, mice were acclimatized for 5 min to the cold plate (Bioseb) at 25°C. They were placed back in their cage for approximately 1 min while the temperature of the plate was reduced to 0 or 6°C and placed back on the plate while the latency to paw rubbing or shivering behavior was monitored with a cut-off of 30 s for 0°C, or 60 s for 6°C. Non-moving (freezing) animals were excluded from the analysis.
Immunohistochemistry and fluorescence quantification
DRGs were quickly removed from freshly killed animals and incubated for 1 h in PBS containing 4% sucrose, then for at least 1 h in PBS containing 15% sucrose. Tissues were embedded in Tissue-TEK OCT compound (Miles Inc.) and frozen in -60°C isopentane. Tissues were sliced to 14 µm thick serial sections with a HM500M Microm cryostat and set down on Superfrost Plus slides. Unspecific binding was reduced by pre-incubating samples in blocking buffer consisting of 3% Bovine Serum Albumin (BSA) and 0.1% triton X-100 in PBS for 1 h. The primary antibody (anti-Nav1.9 L23 clone, 1/400 (Padilla et al., 2007) ) was incubated in blocking buffer without triton X-100 overnight at 4°C.
After several washes in PBS, the secondary antibody (goat anti-rabbit IgG Alexa Fluor 488, 1/400, Molecular Probes) was incubated in PBS containing 3% BSA for 1 h at room temperature. Sections were subsequently washed and mounted in Mowiol. Optical conventional fluorescence microscopy was performed on an Olympus microscope with the CellR acquisition software (Olympus), also used for fluorescence quantification. Pictures were taken using the same acquisition parameters and avoiding any saturation of the signal, as 8 bit images with 256 grey levels. Average grey values were measured in a 5.3 µm diameter region of interest (ROI) defined in the cells cytoplasm. For each image, the average background was also measured over three ROI and subtracted to the Nav1.9 fluorescence signal.
RT-qPCR
RT-qPCR was performed as described in the article methods, using the following primers:
GCTTGGAGGACAGTGACATTTCTT (F) and CCAGCCTGAGGATTCGACCAA (R) for rat Nav1.9 (NM_019265, 84 bp) ; TTGCTGACCTGCTGGATTAC (F) and AGTTGAGAGATCATCTCCAC (R) for rat HPRT (NM_012583, respectively, 149 bp).
